The threat from unpredictable influenza virus pandemics necessitates the development of a new type of influenza vaccine. Since the internal proteins are highly conserved, induction of T cells targeting these antigens may provide the solution. Indeed, adenoviral (Ad) vectors expressing flu nucleoprotein have previously been found to induce short-term protection in mice. In this study we confirm that systemic (subcutaneous (s.c.) immunization rapidly induced heterosubtypic protection predominantly mediated by CD8 T cells, but within three months clinical protection completely disappeared. Local (intranasal (i.n.)) immunization elicited delayed, but more lasting protection despite relatively inefficient immunization. However, by far, the most robust protection was induced by simultaneous, combined (i.n. + s.c.) vaccination, and, notably, in this case clinical protection lasted at least 8 months without showing any evidence of fading. Interestingly, the superior ability of the latter group to resist reinfection correlated with a higher number of antigen-specific CD8 T cells in the spleen. Thus, detailed analysis of the underlying CD8 T cell responses highlights the importance of T cells already positioned in the lungs prior to challenge, but at the same time underscores an important back-up role for circulating antigen-specific cells with the capacity to expand and infiltrate the infected lungs.
Scientific RepoRts | 6:20137 | DOI: 10.1038/srep20137 pandemic. Consequently, vaccinologists are searching for other ways to induce rapid protection against severe influenza infection.
Cold adapted, attenuated live vaccines could represent an answer in this quest, since these viruses induce not only a humoral response, but, additionally, a cellular immune response targeting the much more conserved structural and non-structural internal antigens 1, 2 . However, these vaccines are not recommended in infants, elderly, or immune-compromised individuals because of their potential to induce pathogenic reactions. Furthermore, the cold-adapted vaccine approach has serious limitations when it comes to the development of vaccines for avian zoonotic flu strains, as these do not replicate in the human upper respiratory tract where the appropriate temperatures are found 3, 4 . For these reasons other approaches are being tested aiming to elicit broad cross-protective immunity towards a variety of influenza A strains. One possible approach is targeting conserved elements on the surface molecule hemagglutinin 1, 5 . Thus the stalk of the hemagglutinin represents an interesting vaccine target with up to 85% identity between different subtypes and about 95% identity within the same subtype. So far it has been found that certain experimentally generated monoclonal antibodies may be broadly neutralizing 6 , but no vaccine has been developed that will readily induce these types of antibodies in the general population 7 . Another potential target is the M2 surface antigen, which is relatively conserved amongst many different influenza A virus strains 1, 8 . This antigen is not highly expressed on the virion itself 9 , but represents a valid target for a humoral immune response on influenza infected host cells 10, 11 that express this antigen in abundance 12 . Finally, virus vectored vaccines targeting the much more conserved internal antigens are also being pursued [13] [14] [15] [16] [17] [18] . Both animal experiments and studies in humans clearly indicate that cross-protective T-cell mediated immunity may significantly modify the outcome of influenza virus infection 2, [19] [20] [21] [22] [23] [24] and if such cells could be deliberately primed and expanded, it would be expected that severe disease could be avoided. Adenoviral (Ad) vectors offer many advantages when it comes to the induction of cell-mediated immunity. They are safe, easy to produce in large amounts and can be applied by several routes including mucosal application. Perhaps most importantly, they have been found to be superior to other viral vectors including pox vectors when it comes to rapid induction of strong CD8 T-cell responses [25] [26] [27] . CD8 T cells have traditionally been assigned the major role in cell-mediated immunity to influenza 19, 23 , although recently CD4 T cells have received renewed attention as an important effector subset in the control of this infection 24, 28, 29 . Immunization with viral vectors expressing NP have quite a long history and Ad vectors expressing NP has been found to transiently protect mice [30] [31] [32] [33] [34] [35] . Notably, virtually all existing studies to evaluate protection against viral challenge have been performed no later than a few months after vaccination, and our studies clearly demonstrate that an evaluation performed this early after vaccination substantially overestimates the induced protection. Thus to our knowledge no study exclusively involving a (T-cell inducing) NP targeting vaccine has been found to demonstrate substantial protection beyond a couple of months. This is in contrast to HA targeting Ad vectors that may also induce protection in the long-term [36] [37] [38] , but, of course, suffers from the same limitations in breadth as the inactivated vaccine. In the present study we have reevaluated the potential of using a replication-deficient, adenoviral vector expressing the NP antigen for induction of heterosubtypic protection. Our findings confirm that a single subcutaneous (s.c.) vaccination of naïve individuals with this vector induce protection within few days against different serologically unrelated influenza viruses. However, substantial protection only lasts for two to three months. Mucosal (intranasal (i.n.)) immunization prolongs the period of protection, but by far the most efficient and stable protection is induced by simultaneous immunization by both routes, underscoring the importance of combining local mucosal immunity with potent systemic priming for robust, long-standing (~8 month) protection. We believe this information carries important implications for the design of future vaccine strategies aimed against pandemic flu.
Results
Ad5 encoding influenza NP induces a protective CD8 T-cell response. First, to ascertain the immunogenicity of our construct, B6 mice were inoculated s.c. in a hind foot pad, and twelve days later splenocytes were harvested and analyzed by intracellular cytokine staining (ICS) and flow cytometry to determine numbers of antigen-specific effector CD8 T cells producing IFN-γ in response to stimulation with NP peptides. As expected the strongest response was found against the NP366 epitope, which is known to represent the most dominant H-2 b restricted influenza NP epitope 39 , while a limited, but still clearly detectable response was measured against the subdominant NP217 epitope. Hardly any response was observed against other epitopes tested (NP17, NP55 and NP97) (data not shown). Notably, a high proportion of the vector generated CD8 T cells co-produced TNF-α (data not shown), indicating that they were fully differentiated antiviral effector cells 40 . To determine if vaccination affected the course of subsequent infection, B6 mice vaccinated 30 days before together with unvaccinated controls were challenged i.n. with a lethal dose of PR8. Viral titers in the lungs and the accompanying T-cell response were determined before challenge and 3, 5, and 7 days later (Figs 1A-D and 2A). Parallel groups of mice were followed to study the clinical severity of influenza virus infection (Fig. 2B,C) . It is evident from this analysis that vaccinated mice generated an accelerated recall response demonstrable in all three anatomical compartments, but it is also noted that, although virus-specific CD8 T cells can be found earlier, a substantial CD8 T-cell influx into the lungs could not be observed until about 7 days after challenge (Fig. 1A-C) . However, despite the low numbers of CD8 T cells present in the lungs at earlier time points, significantly lower viral loads were detected in the lungs on all days of analysis ( Fig. 2A) , and, perhaps most importantly, nearly all unvaccinated mice died from the challenge, whereas no vaccinated mice became severely ill or died (Fig. 2B,C) . These results confirmed the potential of the vaccine to induce relevant protection against influenza virus infection.
AdNP induces heterosubtypic immunity.
To confirm the breadth of the vaccine induced protection, vaccinated mice and unvaccinated controls were challenged i.n. with 2 serologically distant influenza A virus strains, and 5 days later the animals were sacrificed and lung virus burden was determined either by plaque titration or by qRT-PCR. As can be seen in Fig. 3A , prior vaccination resulted in significantly lower viral loads both in the case of an H3N2 strain and an H7N7 strain indicating that the vaccine was able to induce a broad protection against serologically unrelated influenza strains.
Regarding the basis for viral control, cell depletion studies confirmed a key role for CD8 T cells (data not shown). We could even pin-point the specificity of the major CD8 T-cell subset by challenging vaccinated mice with H1N1 Cal09. This virus strain differs in the amino acid sequence of the major H-2 b restricted NP366 epitope from that expressed by the vaccine. This difference markedly impacts the capacity of vaccine primed CD8 T cells to react with target cells expressing the variant peptide (Fig. 3B) . Thus, while CD8 T cells from mice vaccinated with NP of PR8 were able to cross-react strongly with the variant epitope expressed in the H7N7 strain, much fewer of these cells were able to recognize the epitope expressed by Cal09, and corresponding to this, no reduction of lung virus titers was observed in vaccinated mice challenged with this virus strain (Fig. 3A) .
Peripheral AdNP vaccination causes rapid protection, which fades over time. A key issue for a vaccine is the ability to induce long-standing protection. To address the longevity of vector-induced protection, mice vaccinated 5, 30, 60 or 105 days earlier were challenged with a standard dose of homologous virus and 5 days later the mice were sacrificed and the viral titers in the lungs were determined. As can be seen in Fig. 4 , vaccinated mice were already significantly protected 5 days after vaccination; this protection was antigen specific, since vaccination with an irrelevant vector did not induce any protection (data not shown), and about the same level of protection was maintained for at least 1 month. However, between 30 and 105 days after vaccination antiviral protection faded gradually, although in most experiments lung virus titers were still significantly lower in challenged mice vaccinated 3-4 month earlier. Importantly, the small reduction in lung virus titers observed in mice challenged 3-4 month p.v. was not reflected in clinical parameters such as morbidity and mortality. Thus, the virus-induced weight loss and mortality of mice vaccinated 3-4 month earlier in most experiments were similar to that of unvaccinated mice (Fig. 4B,C) .
On the importance of T-cell distribution. Previous results have stressed the importance of T cells in the lung airways as an important first line of defence against influenza virus infection of the lower respiratory tract 22 , and mucosal vaccination targeting NP has been found to afford protection early (3 weeks) after vaccination 31 . In an attempt to mimic naturally induced influenza immunity, we decided to modify our vaccine strategy and vaccinate mice either i.n. or i.n. combined with s.c. administration at the same time. The capacity of these mice to control an influenza virus challenge was studied and compared to their level of systemic and local CD8 T-cell memory at the time of virus challenge. Mice were challenged with PR8 either 30 or 90 days after vaccination, and viral loads were determined 5 days after challenge (Fig. 5) . Initially (d. 30), virus titers were lower in both groups of mice subjected to local (i.n.) immunization compared to systemic (s.c.) immunization alone; however, with time the capacity to protect tended to decrease in i.n. vaccinated mice, while protection seemed more stable in the mice vaccinated both s.c. and i.n.
Assuming that an appearance of a difference between i.n. and i.n.+ s.c. vaccinated mice regarding their capacity to control the infection reflected that recruitment of additional effector cells from the circulation became more important with time after vaccination, we decided to evaluate the difference in viral loads 7 days after infection, expecting that the contribution of recruited cells would play an even bigger role with increased time after challenge (for validating of this prediction, see below). Indeed, the superiority of combined vaccination became clear when we evaluated viral loads 7 days after challenge of mice vaccinated 90 or 240 days earlier (Fig. 6A ). Now we found that mice previously vaccinated by both routes had significantly less virus remaining in their lungs compared to mice vaccinated only i.n. or s.c.
Additionally, when we looked at the infection induced weight loss, s.c. vaccinated mice did not differ from unvaccinated mice, whereas mice vaccinated i.n. or i.n. plus s.c. were both initially protected (Fig. 6B,C) . However, protection was more durable in the mice given combined vaccination, albeit the difference did not reach the level of statistical significance for the mice vaccinated 240 days earlier. Please, note, the degree of antiviral protection did not show any evidence of decreasing between day 90 and 240 p.v., indicating that a very stable state of immunity is induced in these mice.
Studies into the distribution of antiviral CD8 T cells prior to challenge (Fig. 7) , revealed that early protection reflected the presence of a preexisting population of influenza-specific CD8 T cells in BAL to a higher degree than the number of virus-specific cells in the circulating pool, as evaluated by analysis of splenocytes. Furthermore, 30 days after i.n. priming either alone or combined with systemic immunization, a substantial subset of CD69 + memory CD8 T cells in the MLNs co-expressed CD49a and CD103 as did NP-specific CD8 T cells recovered from the BAL (Fig. 8 ). Since high expression of CD49a and CD103 has been linked to retention in the lung and extravasation through mucosal epithelium, respectively 41, 42 , these findings point to a propensity of NP-specific CD8 T cells in these mice to interact with residual antigen in the MLNs and receive signals for localization in the lungs 43 . As expected from the data on virus control (Fig. 6 ), additional analyses of the CD8 T cell response following viral challenge revealed slightly different kinetics whether studied early (d.30) or late (d.90) after vaccination (Fig. 9) . Thus, early after vaccination combined local and systemic vaccination was associated with a pronounced rapid T-cell infiltration of the lungs that seemingly made a more prolonged response redundant (Fig. 9A) . In contrast, at 90 days post vaccination a sustained influx was observed in both groups of mice that were vaccinated s.c. (Fig. 9B) . Importantly, unlike the situation in s.c. vaccinated mice, low grade T-cell infiltration was already evident by d. 5 post challenge in those mice that had also received an i.n. vaccination. Taken together these findings suggested that combined vaccination would lead to the most efficient CD8 T-cell response, combining early protection exerted by local cells with the capacity for a more sustained T-cell influx when needed.
Local immunity critically depends on CD8 effector T cells. Since local vaccination potentially could invoke immunological effector systems not effectively activated through parental immunization, we found it pertinent to reaffirm the key role of CD8 effector T cells under these conditions. Because we did not expect Abs to effectively deplete T cells already localized in the lung airways, we used genetically modified (β 2m− /− or CD8− /− ) mice for this analysis. These mice together with matched WT mice were vaccinated i.n. plus s.c. , and 30 days later, both vaccinated mice and unvaccinated controls were challenged i.n. with PR8; 5 days later the viral burden in the lungs was determined. As can be seen in Fig. 10 , only vaccinated WT mice, but not β 2m− /− or CD8− /− mice were substantially protected against influenza challenge. From this, we conclude that CD8 T cells represent the major antiviral effector arm also in mice undergoing combined vaccination.
Combined vaccination induces protection early after vaccination. Finally, based on the finding that numbers of circulating virus-specific CD8 T cells were reduced in mice subjected to combined immunization compared to mice vaccinated only s.c. (Fig. 7A) , we decided to test if the combined vaccination would impede the induction of clinical protection. This could represent a critical issue for a vaccine, which would be relevant to apply under the threat of an emerging pandemic. To study this, groups of WT mice were vaccinated i.n., s.c. or through both routes, and 5 days later these mice and unvaccinated control were challenged i.n. with PR8. As can be seen in Fig. 11A , mice vaccinated s.c. whether alone or in combination with i.n. vaccination were well protected against subsequent influenza infection, while a lesser degree of protection was observed in the mice vaccinated only i.n.
To understand the background for this pattern, we followed the early phase of the CD8 T-cell response elicited in mice vaccinated i.n., s.c. or by both routes (Fig. 11B) . While combined vaccination may appear to impair the accumulation of virus-specific CD8 T cells in the circulating pool compared to mice undergoing only s.c. immunization, this primarily seems to reflect a redistribution of the generated effector T cells to the lungs, as also indicated by our previous analysis of memory cell distribution in the two situations. The high number of circulating effector cells rapidly generated in both groups of systemically vaccinated mice readily explains why these routes of immunization are associated with protection early after vaccination; this is unlike the situation following i.n. immunization, which seems to represent a rather inefficient way of inducing a strong (systemic) immune response.
Discussion
Influenza A virus is a very successful virus and an important health problem of modern society. Split or subunit vaccines represent the most common influenza A vaccines currently in use, and these predominantly target the surface antigen hemagglutinin, which is subject to continuous change either through mutations or reassortment with non-human virus variants. Consequential to a vaccine production time for conventional flu vaccines of about ½ year, the efficiency of vaccines targeting this antigen is limited by our ability to predict the antigenic make-up of the virus strain(s) circulating in the human population about 6 month into the future. With regard to influenza variants with a potential to start a pandemic, we cannot make predictions due to the stochastic nature of the underlying reassortment, and it is therefore pertinent to think outside the box to design vaccines inducing clinical protection to future pandemic strains. As mentioned earlier, the internal antigens of influenza A virus are much more conserved than hemagglutinin and neuraminidase 44, 2 . However, for a vaccine against the former antigens to provide protection, it is required that a cell-mediated immune response be elicited and, importantly, sustained. Viral vectors are good at inducing cell-mediated immunity, and non-replicating adenovirus encoding the antigen of interest is among the best vector systems in this context [25] [26] [27] . In this report we have reevaluated the vaccine potential of an adenovirus vaccine targeting the NP of influenza A. Our results confirm that a single systemic (s.c.) vaccination in influenza A-naïve animals suffices for generation of a strong CD8 T-cell response. Additionally, we show that this response protects the mice from lethal i.n. flu challenge as early as 5 days p.v. Regarding the breadth of vaccine induced protection, our results reveal clear heterosubtypic protection.
With respect to the specificity of the involved T cells, compelling evidence for a key role of CD8 T cells targeting NP366 was obtained using Cal09 virus that has a single amino acid substitution in the normally dominant NP366 epitope compared to PR8 and thus also our vaccine. Consistent with published findings 45, 46 head-to-head comparison of the activity of vaccine induced T cells against the wild type epitope and the mutated peptide revealed a marked reduction in the ability of wild type primed CD8 T cells to recognize the variant sequence, and no in vivo protection was observed. Obviously this result also exposes that viral escape in the major T-cell targeted epitope(s) represents a potential weakness of our vaccine strategy, as previously pointed out in murine studies on flu-induced cross-protection 46, 47 . However, first of all, unlike inbred mice, the majority of humans expresses a set of 6 potential MHC class I molecules for antigen presentation, not just 2-3, so the risk of a complete failure to recognize viral NP variants is much lower. Secondly, the experimental set-up chosen for these studies is deliberately made simple -targeting only a single viral gene -in order to increase the transparency of the results. For actual vaccination of humans we foresee a vaccine cocktail targeting multiple conserved antigens so that complete viral escape also for this reason becomes highly unlikely.
While systemic vaccination alone can protect the mice, protective capacity rapidly fades. At about 3 months p.v. the capacity to control influenza virus replication is reduced to such a degree that even though a significant decrease in lung virus burden compared to unvaccinated controls may still be found, this is not sufficient to prevent challenged mice from becoming severely ill. Gradual fading of T-cell mediated clinical protection as a function of time has been observed before in cases where an immediate T-cell response is imperative 2, 22, [48] [49] [50] . Besides representing a gradual decline in the number of airway associated T cells 22, 51 , this very likely also reflect an intrinsic decline in CD8 T-cell functionality with time after last stimulation [52] [53] [54] . Detailed studies on T-cell based immunity to secondary flu infection have revealed several important lines of defence to the invading virus 22 . Thus local T cells in the airways represent a critical first line of defence, while recruitment of circulating effector memory cells make up a second line, and the progeny of restimulated central memory cells are the ultimate mediators involved in clearing a secondary infection. Based on these convincing studies we decided to test if we could extend the period of protection by priming i.n. and thus starting with a higher number of T cells programmed for lung migration 43 . Indeed, our results suggested that the decline in local protection could be delayed by immunizing the mice in this manner. Overall this route of immunization is not very efficient, however, and fewer circulating CD8 T cells were generated. This was reflected in delayed induction of protective immunity and fewer NP-specific cells detected in the spleen. Consequently, based on the model described above, it was feared that the second and third lines of defence would be less efficient in mice vaccinated exclusively through this route. Therefore, inspired by studies conducted with the purpose of inducing immunity against pulmonary tuberculosis 55, 56 , we included in our experiments mice that were vaccinated at the same time both i.n. and s.c. Results from these mice exceeded our expectations. Combined vaccination led to the same rapid induction of protection also observed in s.c. immunized mice. This is clearly relevant in a pandemic situation, where rapid protection of vaccinees may be the key to early containment. More importantly, compared to i.n. vaccination, combined vaccination seemed to afford the mice with more robust and much prolonged immune protection in the lungs; to our knowledge such stable protection has not been seen before in the context of what essentially represent a single immunization approach. Clearly the presence of influenza specific CD8 T cells in the lungs prior to challenge is important and represent a good predictor for an early reduction of virus replication in the lungs. However, as pointed out in pioneering work from the group of D. Woodland 22 , recruitment of circulating cells also matters in the long run. Our results clearly document that the accumulation of primed cells takes place more efficiently in mice subjected to combined vaccination than in i.n. vaccinated mice, in which the pool of circulating antigen-specific CD8 T cells is smaller. Looking at the practical implications of this study, we find it demonstrated that simultaneous i.n. and s.c. vaccination represents a superior vaccine approach to immunize for respiratory viral infections compared to immunization by either route alone. Furthermore, both immunizations can be delivered at the same time simplifying logistics compared to prime-boost regimens that are often required for prolonged protection. Clearly, when it comes to human vaccination, Ad5 needs to be replaced by another Ad vector because of the high level of antivector immunity directed towards this vector. However, several non-human Ad vectors matching Ad5 in both safety and immunogenicity have been described 57, 58 . Also, should it prove very difficult to achieve approval by regulatory agencies to apply an adenobased vaccine i.n., combining s.c. adenovector immunization with already licensed live, attenuated influenza virus might be a viable alternative -with the limitations already mentioned. How do our observations affect a pan-influenza vaccine strategy based on T-cell mediated immunity? The idea driving the development of a broadly protective influenza A vaccine is to have a vaccine that will induce protection in those situations where no pre-existing conventional antibody-based vaccine will work. Even though an antibody based vaccine will always provide earlier and better protection, this type of vaccine currently requires a good match between vaccine antigen and the targeted H and N molecules, and this is exactly what will lack in the early phases of an emerging pandemic. In light of this, there are basically two alternatives for a vaccine directed towards influenza pandemics: One is to have a T-cell based vaccine targeting conserved internal antigens stock-piled and ready to be handed out in a critical situation. Under these conditions the poor longevity of protection induced by systemic vaccination represents a lesser problem. However, this approach has two limitations. First, it is pertinent that the vaccine is bought and paid for even before we realistically foresee a pandemic, otherwise no manufacturer is likely to produce it. This is a political issue. The other limitation is that the vaccine needs to induce protection rapidly following immunization. From our study it seems that both s.c. and combined s.c. and i.n. immunization fulfills this requirement. As an alternative to having the vaccine in stock, one could imagine having the general population vaccinated with a cross protective vaccine even before there is an immediate pandemic threat. In this case the longevity of T-cell mediated protection becomes a critical issue, and the present results strongly suggest that combined local and systemic vaccination may represent a way to address this problem.
Materials and Methods
Mice. Female C57BL/6 (WT B6) mice, 6-8 weeks old, were obtained from Taconic Farms (Ry, Denmark) and housed in a specific pathogen-free facility. Also beta-2-microglobulin deficient (β 2m − /− ) mice and CD8 deficient mice, both on a C57BL/6 background, were obtained from Taconic Farms. Perforin deficient and IFN-γ deficient mice were originally obtained from The Jackson Laboratory, and IFN-γ /perforin double-deficient mice were generated locally through intercrossing of these strains, as previously described 59 . Upon arrival, all mice were allowed to acclimatize for ≥ 1 wk at the facility before being used in experiments. All experimental procedures were approved by the national animal ethics committee (The Animal Experiments Inspectorate) and were conducted in accordance with national Danish guidelines; the mice were housed in an AAALAC accredited facility in accordance with good animal practice as defined by FELASA.
Adenoviral vectors.
A replication-deficient E1-deleted Ad serotype 5 vector with a nonfunctional E3 gene, expressing the NP from influenza strain A/Puerto Rico/8/34 (designated AdNP) was produced as described previously 60 . Adenoviral particles were purified using standard methods, aliquoted, and frozen at − 80°C in 10% glycerol. Insert was verified by sequencing (data not shown). Infectivity of the adenovirus stocks was determined using Adeno-X Rapid Titer Kit (Clontech Laboratories, Mountain View, CA).
Vaccination. Vaccination was given s.c. and/or i.n. In the case of s.c. vaccination, mice were briefly anesthetized with isoflourane and injected in the right foot pad with 2 × 10 7 particle forming units (PFU) in 30 μ l of PBS. Mice vaccinated i.n. were first anaesthetized by intraperitoneal (i.p.) injection with avertin (2,2,2 tribromoethanol in 2-methyl-2-butanol, 250 mg/kg) and then vaccinated with 2 × 10 7 PFU in 30 μ l of PBS in the nostrils.
In vivo depletion of CD4 and CD8 T cells. 100 μ g α -CD4 monoclonal antibodies (mAb) (YTS 191.1.2 and YTA 3.1.2) and/or α -CD8 mAb (YTS 156.7.7 and YTS 169.4.2.1) were administered i.p. day − 1 and + 1 relative to influenza challenge. All hybridomas were kind gifts from S Cobbold, University of Oxford, UK 61, 62 . Cell depletion was verified by flow cytometric analysis. Table 1 were used for challenge studies. For each virus preparation, the lethal dose was determined, and 1-3 LD 50 were used for challenge, except in the case of X31, which do not induce lethal disease in WT B6 mice. Mice to be challenged were first anaesthetized by i.p. injection with avertin (2,2,2 tribromoethanol in 2-methyl-2-butanol, 250 mg/kg), and subsequently infected i.n. with 30 μ l of appropriately diluted influenza virus. After influenza infection, mice were followed by daily weights and euthanized by cervical dislocation if the weight loss exceeded 25%; alternatively the experiment was terminated 21 days post challenge.
Virus challenge. The influenza viruses listed in
Influenza virus plaque assay. Lungs were homogenized using sterilized sand and a mortar and pestle, 1% FBS in PBS was added to obtain a 10% weight/volume suspension. Samples were spun down at 600 G for 15 min at 4 °C, and the supernatant was transferred to new tube and kept on ice until use.
MDCK cells were used for influenza plaque assay and grown in complete medium. 4.5 × 10 4 MDCK cells in 100 μ l medium were grown in 96-well plates overnight. For the plaque assay, 10-fold dilutions of the lung suspensions were prepared using an influenza growth medium containing DMEM 1965 medium with 2 mM L-glutamin, 200 IU/ml penicillin, 50 μ g/ml streptomycin, 0.2% BSA, 1% sodium-pyruvate and 5 units/ml TPCK Trypsin. MDCK-cells were first washed twice with PBS and then incubated with 50 μ l of virus dilution for 2 hour Table 1 . Influenza strains used in the study.
at 37 °C, 5% CO2. Samples were then removed, and an overlay medium containing 2× minimum essential medium (MEM) eagle supplemented with 0.4% BSA, 10% NaHCO3, 2% Streptomycin, 2% penicillin and 5 units/ ml TPCK trypsin mixed 1:1 with 1.8% methylcellulose was added to the cells. Cells were incubated for 48 hour at 37°C, 5% CO2. Then overlay was removed and wells were washed 2x with PBS. Cells were fixated with 4% formaldehyde in PBS for 30 min, RT. After fixation cells were washed twice with PBS and permeabilized with warm 0.5% Triton-X in Hanks balanced salt solution medium for 10 min, RT. Cells were subsequently washed twice with PBS. Next, cells were incubated with primary α -influenza nucleocapsid A mAb (Nordic Biosite) diluted 1:1500 in 1% BSA in PBS for 1 hour at 37°C, 5% CO2. Antibody was removed and cells washed 5x. This was followed by incubation with a secondary goat α -mouse HRP conjugated mAb (Dako) diluted 1:500 in 1% BSA in PBS for 1 hour at 37 °C, 5% CO2. After secondary antibody incubation cells were washed 5x with PBS. 200 μ l substrate solution containing 3 mg/ml 3-amino-9-ethylcarbazole and 0.07% H 2 O 2 and 5 mM citrate phosphate buffer pH5 was added to wells for 30 minutes, RT. Substrate was removed and cells were washed once with PBS before counting. All samples were run in duplicates. Plaque forming units per g lung tissue were calculated accordingly:
g dilution factor average number of plaque well 20 PFU Detection level was calculated to be 500 PFU g corresponding to 2 7 log PFU g
Quantitative real time polymerase chain reaction (qRT-PCR).
In some experiments, viral loads were determined using qRT-PCR. The influenza M gene was absolutely quantified while the housekeeping gene, murine glyceraldehyde-3-phosphate dehydrogenase (mGAPDH), was included in the amplifications to address inter-PCR variations. The reliability of this assay was initially validated through correlation with infective titers as determined by plaque assay.
For the analysis the Brilliant II QRT-PCR, 1-step kit (Agilent Technologies) was used. The following was added to each well: 100 ng purified RNA, 12.5 μ l master mix, 0.5 μ l of each primer (10 μ M), 0.5 μ l mGAPDH probe (10 μ M), 0.75 μ l M probe (10 μ M), 0.375 μ l (1:500) reference dye and 1 μ l RT/RNase block enzyme mixture diluted in Milli-Q water to a total volume of 25 μ l. See table 2 for primers and probes used.
Samples were run on an Mx3000P Real-Time QPCR instrument (Agilent Technologies) according to the following settings; 30 min/50 °C, 10 min/95 °C followed by 40 cycles of 30 sec/95 °C, 1 min/58 °C and 30 sec/72 °C. All samples were run in triplicates and standard curves in duplicates.
Preparation of single-cell suspensions and flow cytometry. To obtain single cells from spleens and mediastinal lymph node (MLN), these organs were aseptically removed and pressed through a fine steel mesh (70 μ m). For brochoalveolar lavage (BAL) sampling, avertin anaesthetized mice were first exsanguinated in order to reduce the risk of lymphocyte contamination from the blood. Then the trachea was exposed and a small incision was made. A venflon was inserted into the incision and the lungs were flushed 3 times with ice-cold Hanks BSS medium. BAL samples were pooled within groups in order to obtain enough cells for analysis. All samples were centrifuged and resuspended in Hanks BSS. Cells were then counted on an automated cell counter, Countess (Invitrogen). This was followed by centrifugation and resuspension in RPMI 1640 cell culture medium containing 10% FCS supplemented with 2-ME, l-glutamine, and penicillin-streptomycin. For enumeration of Ag-specific T cells, splenocytes were incubated at 37°C and 5% CO 2 for 5 h in the presence of 1 μ g/ml relevant peptide, 50 IU/ml IL-2, and 3 μ M monensin. Cells were then stained for surface markers. Subsequent to surface staining, the cells were washed, permeabilized, and stained for intracellular cytokines 63 . Samples were analyzed using a LSR II (BD Biosciences), and data analysis was conducted using FlowJo software (TreeStar) according to the gating strategy depicted in suppl. Figure 1 . NP366-specific CD8 T cells from mediastinal LNs and BAL were phenotyped using a combination of NP366-tetramers, anti-CD8, anti-CD69, anti-CD49a and anti-CD103.
Antibodies for flow cytometry. The following fluorochrome-conjugated monoclonal rat anti-mouse antibodies were used for surface and intracellular cytokine staining: PerCP-Cy5.5 conjugated α -CD8a (clone 53-6.7), FITC conjugated α -CD4 (clone GK1.5), Pacific blue conjugated α -B220 (clone RA3-6B2), APC-Cy7 conjugated α -CD44 (clone IM7), APC conjugated α -IFNγ (clone XMG1.2), PECy7 conjugated α -TNFα (clone MP6, XT22), FITC conjugated α -CD69 (clone H1.2F3), PE conjugated α -CD49a (clone HMα 1) and BV421 conjugated α -CD103 (clone 2E7). All antibodies were purchased from Biolegend. Relevant tetramers were kindly provided by Søren Buus, this institute. 
